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JPO and NCIPI are not responsible for any 
damages caused by the use of this translation. 

1. This document has been translated by computer. So the translation may not reflect the original 
precisely. 

2. **** shows the word which can not be translated. 
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CLAIMS 



[Claim(s)] 

[Claim 1] 1st polypeptide cutting reagent suitable in order to be a kit and to include in :a 
electrophoresis gel below; 

It is at least one hydrophilic film suitable for the use in transformer blotting of the polypeptide 
separated on electrophoresis gel. b) This film Have 2nd at least one polypeptide cutting reagent 
fixed on this film. A kit equipped with a hydrophobic collection member suitable [ are film; and c 
hydrophobic collection member, and ] in order to receive the fragmentation of the separated 
polypeptide which was imprinted by this hydrophobic collection member by transformer blotting 
on this hydrophobic collection member. 

[Claim 2] The kit according to claim 1 with which said hydrophilic film and a hydrophobic 
collection member are offered as an assembly formed beforehand. 

[Claim 3] The kit according to claim 1 or 2 with which said 2nd polypeptide cutting reagent is 
fixed by covalent bond on said hydrophilic film. 

[Claim 4] the functional group on said hydrophilic member as which it is a kit according to claim 
3, and said 2nd polypeptide cutting reagent is chosen from the group which consists of (1) 
activation carbonyl group, a carboxylic-acid radical, and the amino group and the carboxylic-acid 
derivative radical which can react here, and (2) — the kit fixed through amide association formed 
between the amino groups of said polypeptide cutting reagent. 

[Claim 5] The kit according to claim 1, 2, 3, or 4 with which said polypeptide reagent is an 

enzyme, and this enzyme may be the same with kit or may differ. 

[Claim 6] The kit according to claim 5 with which each enzyme contains a protease. 

[Claim 7] The kit according to claim 6 with which said protease contains a trypsin. 

[Claim 8] a kit according to claim 1, 2, 3, 4, 5, 6, or 7 — it is — further — d — the kit equipped 

with the buffer solution suitable in order to rehydrate the gel dehydrated partially at least by 

isolating at least one polypeptide. 

[Claim 9] The kit according to claim 1, 2, 3, 4, 5, 6, 7, or 8 said whose hydrophobic collection 
member is a self-supporting lamella. 

[Claim 10] the approach by which the polypeptide isolated on gel by electrophoresis is identified 
or characterized — it is — this approach — the following processra — process; which offers the 
gel from which at least one polypeptide is isolated 

b) Process which builds the 1 st polypeptide cutting reagent into this gel; 

c) Process which adjoins this gel and offers at least one hydrophilic film which has 2nd at least 
one polypeptide cutting reagent fixed; 

d) It is the process which are the process which offers a hydrophobic collection member, and is 
suitable for this hydrophobic collection member in order to receive the fragmentation of the 
polypeptide imprinted by this hydrophobic collection member from this gel by transformer 
blotting on this hydrophobic collection member and by which this hydrophobic layer is positioned 
at this hydrophilic film covering the direction of migration of the fragmentation of this 
polypeptide.; 
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tf, »«) SStfcttBMJ-k (ft^Wfctt. M (fllSJi. 

pvdf) ) tajgfc-r*. s^n&75^>h (a 

Jtttt. ^^F) «. #*b<«, MALD I — TOF 
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b ) *«»»y;I/±-p»KStifc# U FOh9 >X7d ^f^ >{nctstt 
+ -y he 

^^K^wasie^ (i) igtt<t*^*— /v-s, *^#>»s. fcAtwsy 

75 FBft«aLTHiefl:«nS, 4^-y ho 

fci^U Sfc«Sft-3Tfc<k^\ 2, 3$;fctt4fc:ffi*©4r-y K 

CIS*«7] tiJIHya-rT— g^hU^»«r-&ty, ffi&K 6 {cfEi£<9* 

•y ho 

[IS*3S8] IS*JSK 2, 3, 4, 5, 6Sfctt7fclEtt©*v hT3b 

or. se.tc 

d) fct ioo^y^^h**wst^nT*3t), *uT«wc*nTv>sy 



(3) 



12 00 2-535676 



3, 4, 5, 6. 7 Sfcli8tcfe^^-y K 
ll£*/fcti#®#tt373&T^oT, K^rffitt, JXTCIi : 

b) eyji/t* i (oxv^y?- F«iww«*ffl*iit?xB ; 

c ) < £ t> 1 0©fg 2 y -<y^ F«nKtdi«»gfbS 'M<tfe 

tf^ns. x*g; 

e) ^y;Wj»5K*y^y^ FJ&h^VXyn-y^w ^tSUTSoT, 
K»2©#y^7 p f : K«KK«teJ:oT#y^r^F*79^>'h'Nt«IBfS 

y^f - Frists tut, is ; *5<fctf 

M, 

m$8 i i ] ffi&K i o fcKttoaarPfcoT, 5 WTOIS : 
g) MBE77^y b3B«**-r*«iiE#y^r^ F*H«$ftlfl»ltt»5Il 
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5] Huta»^^^-rn^*fcttM^> Metfy^r/^K^ 

Jilc^^TK3Ky^^K*«W , rs> B*Wl 4tc!B«^^So 

[H*3S l 6 ] DiBS*«^fW*ydiH^ WE#y K^®J 

8] »#JJU (K IK 12, 13, 14, 15, 16$fctt 

B»*«193 B*910, 11, 12, 13, 14, 15, 16, 17 
) 7/'-F*'Wy-F'M!)«StiS, Sfcli (2) *V— K^lRlfc^bT 

[B*W2 0] 11**10, 11, 12, 13, 14, 15, 16, 17 
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[000 1] 

(1. SSBSO»«F) 

*ssh«\ ftafifc*'j7^ y;i/75 Fmaai (page) ^e>y;v± 

[0 0 0 2] 

(2. W»Btfff<oSKJi) 

<0K*B*^ ^^n§ 0 WcP AG E*c£3^ v/^^a^fctiflfieo^y^y^ 
KOraffitt. ^rc^/l/ (2D- PAGE) *<£/8LT H»"t**D^O 

frtt, v h U ^x»u-f-»/^^yfciWriMMMa (mald 

I-TOF MS) 8««fi6fflLT, ii^^T^^^l«mtt§C^ 
lc<fcoT£C£^>^F r^^>5ff— ^U>FJ *»«f-rS. ^<^V7h 
•)x7yP^7Ati> MALD I— TOP M S*»^6#&tlfc^^ F©K 

l^o CA^Sti. M. Kussman n&cfct/P. Roepstorff, S 
pectroscopy 199 8. 1 4. 1 ~ 2 7 lC <fc -oXWfl^tlX^^o 

cnzoimmz&s v MtssgkWi fc cfc o t ;* ntc $ >/ ^ h bpx« ffl v ^ t 

1. sffctt. woastifc^i/oBf)! (plug) kifeir^T*W5n#s fit 

o 

2. s-r, «5ffisn^y;i/Bf^e>«stWjsm (e 1 e c t r 

o 1 e 1 u t e) Sftf#. #<^T% *«*TfHfb*n»So 



(7) 



^2 002-535676 



3. iitiiw^n-y h^ti, ?i€'^^TccoBi±T'?mt:$n 

5. 

[0 0 0 3] 
[0 0 0 4] 

#5Bll!*S«3'5©2Att, «SWlia*ft<E29 (one-step di 
gestion transfer) (OSDT) S%5^ffl^t 
HIILfto ["Methods of identifying polypep 
t i d e sj tl2n5> *H#fFinIB#^0 9/1 0 7 9 9 1 (1 99 8¥ 

6^30 BtHP) &&xjtt]&?%xi-?m'im\mms%2 244 947(1 
ez>jf>7WJ f (pvdf) mt Lr&mzriZs WY^vf- 

<D\~o<D rx-7-fXj tL,T0)ftffi¥}Vtm7K&mk&ttt(Dm<D7'a-y-T'fy' 
J £LT. itA«n*««»C. ##T (Wte, MALDI-TOF MSlC<fcS) 

y^vh-a, st7j<ita5«±tiRm«n, &^x\ maldi-tof msjcs 

VT^X? (e 1 e c t r o b 1 o t t i n g) CT&fc-^ HiHC <fc o TfciKj 
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[0 0 0 5] 
[0 0 0 6] 

?Sft (in full gel digestion) J (IFG) £W£Wl<D 
[0 00 7] 

ccr\ i fg^jie Ciea»cjiSUTaca*fta) zosdt tic 

[0 0 0 8] 
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^tcSTkffisn. i f G*^iS6£fu cnic^-p. osDT*^i?tis„ 

[0 0 0 9] 

©§i±fc. < £ *> i o<ofg 2 otf y K«Wftsai*H3tfl:f 3. xsg ; 
m^d yf^y^) ic «fc o t c ea&kttiRJttfiWtete^s ns * y ^ 

©d? y F^jffM^tc «fcoTc<0/Ky f^? y* > h gj»r£ -a 

[0 0 10] 

g ) ±fiS7 ^ y>< V H t>mW2 nSiffisK y ^ F^HOS S fctt«r*tt «■ 5 X 
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[0 0 1 1 ] 

a) ««a»y7i/»cfi*atyfc»fc:aw!ia« i <o#y fws ; 

[0 0 12] 
[0 0 13] 

mis raBy^^K*«wr*j *iit^tffl^n§i^ s> 

C*«B7^ Rfcfe T^S fflc<fcSN 51^75 

[0 0 14] 

[0 0 15] 



(11) 



# 



002-535676 



[0 0 1 6] 

■tfa&x cm, ^ng#, *^£»LTfigT*i,'>a»5T?s&s. *^tc*3^ 

[0 0 1 7] 

(CM, ^Wlc&t^T, »7ktt«R*^«t?*S) {C^LT^U^y^F7^ 
^Vh*«^-r5ffilt<0j#ft*asr-ra. CM, 2§WMJ*;fett*$C«:/n 

[0 0 1 8] 

, commit. mh^m&<D&%&&<Qi%mLtem^T-mmm%.-tz£t 

[0 0 19] 
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[0 0 2 0] 

otfHSs nfc * y/^s, f-&# t <fc rfftsh* nfc # y f * ft 

[002 1] 

^v/^^H^#«2nsy;i/«owiassT**v^ aura, ^ut^u^t 

[0 0 2 2] 

*58U!«\ HUy*±tel^fc#ft i rS«R©*>'><?* 3-3 0 

00. i»)U»tt30~3000, *5<ktfjSF*L<fci\ 50-1 5 0 0(0?^ 

- V $ fc « h 7 y * 4Wt2D y*tai£ * o 

ffi (mtf> 1 50~250kDa) V/^S®^ V^a-yf 

[0 0 2 3] 

*«wo?5ss<o» i area, *i//*9ntp^ztiitrfr£mvriWrt*iD* 
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M^-tfv 7C<D*#«CD9 0-9 9M%«DBfc£lC<}:-3T) SfctiJ; 
f?»*L<«. g|5#W (#iJx.tf. |h)S*PT?\ 2 5-9 011%^ $f*b<l±, 4 
0~7 0S«%<9Rfc£lC<fe-3T) Tfe^ff^c fe^^A,, ^ic&m-ztifc'fji 

1 5~2 5°C) IET7 4~1 0°CT«yyKD* 

[0 0 2 4] 

^sfctiLys-o T&%t>\ itmwmmm cmtf, cnbf) fse« 

[0 0 2 5] 
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tfSWFCfcSo S. L. Jef fcoateS, J.Clin 

. Endocrinal. Metab. 1974 38, 155-157 fclfESc 

[0 0 2 6] 

[0 0 2 7] 
[0 0 2 8] 
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fi^a'vt^ 7MWm<D p H ic m? L T, IEtc?^« L 7c 7 7 9* > h *5<fc tfH 
IC^Lfc^^V-vMix S*f^(R] (^-tl^n. AV- F*5.fctf7V- F'x 

$?$L<«\ f£*CDPVD FATT 5 *?.) **^Sftfc^|*ttEB*;S U S£lC 
» Cft^O^TT'tt, SSftttW (alternating f i e 1 d) tfl 

WiXsKfr-ofcCtltTtfro S&5pH^#TTti, ^<OW77^Vh^ 

*v-KiRmii-e^2ti»s<ifc^a»$n5o tot, *^i±, tv-f 
x s^pvdfkt*J65) ##ftu cnttx ^^±tc@^fb?nrcja«*^>' 

i^x (»SL<(i, ^pvdfd ##&u cn 

Sfcx »$L<t±x SE3lx«PVDFI-eS5) tCRBfcBBBama. 
[0 0 2 9] 

<fct>Plfflia±x TV- F*5«fctf j&V- Ftix KiRttOlltCtoTitV FW 
[0 0 3 0] 

TV-FiRlfUI (43<fctf*y- FlRftS (ffflsnsts) ) tSrcSMT* 

<x t^oTx «ftW^a-y^^>^teafflsn«ffis©8e*oifoktt« (mar 

x PVDF (SfcfctDx SfctiiElc^Lfe) x ^-YovSfcti- h n-fc;l/o-^. 



• 
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[003 1] 

BfM^*H^{fcb»5 0 ^n«u -ftSWfcli, 1 0 0~6 0 0/jmUf$5o 3 
CflDJ:5*il<D»tt. l~3«T?<fcS<> 
TI mm obi Ion AVj P V D F 88^43^5 <fc -5 1 3 0—1 50|im 

. »*l<«, ^jWMm <flw.tr, mm) ic^-r^T^y&tR 

sna. ngtt*>v#->ki ftS^p v d FK*fett**'#4 i S'>Ml«a! p v d 

[0 0 3 2] 

■©«ffi±C#ft 5i§tt&lo^t *MBR £ HIS* # 5 c £ ** HHT*fe S <o 

a&ss) y>^sn*. c<o++?rtt, mar, x*/- 

^TSVlCfcoT^n, S£oT, Jt«AWfeM£®-CO-NH-CH2-CH2 



[0 0 3 3] 
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, PVDFflSfcfc. NaOHT'MfflSStU H F tfD#?<E>Rfc*fc: <feoT# 

*^KiR-«*x^u>z:fflS-&*»«'rSo #^T% cOflMfBiLfcPVDF 

»«\ ttStt*ffTt?. n*SElSSI (dinucleophile) 
XfU^>7^X 1, 1 0-^7 = /f^^M2-7^/X^yf-^ 
) tRJSS*. CtUC<fcoT. UV-*©**HC?#, -X- (CHz) n-N 
Hag -X-ti-S-S^i-NH-t*^ ^LT n IA 2 Sfcti 1 

1, 4-7:e— UVS^V^afS/T*— h (DITC) Sfcti3, 
-1, 4-!7:c— UVS^fVS/T^—h (DCDITC) fcRj£*H*\ 

n*>fy^*s/r*-h*^«wi*. #nwc£i;s 0 d i TCRjEffcaf^x 

77^f/^l^ SUOJglllOM*a«-r*o R. H. Aebersol 

d J. Biol. Chem. 198 6, 291, 4 2 2 9-4 3 3 8^#I 

[0 0 3 4] 
[0 0 3 5] 

;l/<D»S £ ft a - -< > d^t?* S o N tMT 7 ^ y S43 J; / £ fc U 

ccoT^y^->a^ 7^D^xy;i/^Mg(yc < fc otM^ 

n57;l/ft FSfcSSU S£oT. BW«:7jffn— * (a g a r a o s e) IC 
[0 0 3 6] 

«*tt»0S5ft*SKi, spy 7* U;V75 1 Ct±^HWi*fct4r3- 

ir^y^^flk CWi, @^{tpH^]@B«»aKj (IPG) tefel^Tffiffl^ 
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o 

[0 0 3 7] 

tZtlZ>fcfcl,±, J. Y. Change, FEBS Letters 1977 
, 8 4, 1 8 7 - 1 9 0lC<fcoTf2*£ftTt^5 o 
[0 0 3 8] 

f^t, mar. bjih^ ^tt*y^-©^tt^-h©?Lrt»cwiB9fe:*is 

Vflta. 7tr^^fctiXM/yh7e^^c«#)B^n#> *LT£tt;fc*S 
[0 0 3 9] 

»SL<ii, *y^^F«w^©^nfr*/ta:*ois*tt, PHSfc^t? 
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^viftiimtm f 'jy->y«,t 5 a, e^a, L ys -c, a 
commit. M±ie@^ft?nf#s„ cna, m«\ xyh-yDf^t 

[0 0 4 0] 

[0 0 4 1 ] 

ttfcSVT : 

[0 0 4 2] 

[j£2] 



• 
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OSDT 



ivy k r w -f 



i>K V 7* W -t* (fllxtf. N7* v» 



iyK a* 7* * ** Hf (W * If. HJ7* •») 



fetttFP+WSV) t?$>0f#5o C<D£o%;MMte. E. A. Carre 
y , rprotein Structure:A Practical A p p 
roachjT. E. Creightonfi, IRL Press, 1 9 8 9© 
1 17~121irpept ide Mappingj ICIHiE^Jta-So %Z2(D# 

HS{t?n?#So 2-3-KVgfJtti, »$L<li, COOHSlcfc^T, 
[0 0 4 3] 
[0 0 4 4] 

/W7x?titfci^ cr&*>-5, £K*V— F#5ry— F^CIB 



# 



(21) 



002-535676 



[0 0 4 5] 

Tr i s/^y5/VS;fcl4**y--;l^«3- (^*a^N+S/;l/7 ) - 1 - 
^;<yx^>l (caps) ) -e*01»« o y^?x>h<D&n<D#mt. 

8. 0-9. 0, *LT«fc*mc8. 2-8. 6<3!)pH**«Ci:tf!(f*L< 
. pH&J8. 4^Towb i n* sWmm (half Towbin* s b 

u f f e r) tfimm~e$>&t3gz.£>tL&o t^owts^ii cwitar. x>f 

[0 0 4 6] 

^«^fE*©llffiStt« (W*tf. SDS) *«WK*fc:li#aA/Tf, 5-fe;l/ 
[0 0 4 7] 

»/W«7?Wyh (*>/<*K©^fc:a**-*^:/*FT*S*p, * 

x^hDX7U — f*^ft (ESI) Jc»tJ<ib^flWra»cj;9»«Sft* 
o »*L^MB«, ffiftttnS (TOF) »«T*fP5MALDIt68 (MA L 
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DI-TOF MS t LT&i^Jfl) 0 Ctitt, WAtf, XiRk:IS«*ns* 5 
fSSIffJ^-TS) ^SttSo ■9-VP r 7l/*. MALDIIiMOTtUVS 

m/z) nfrtQ&^X-Zo MA LD I PerSeptive Bi 

osystems, Inc. (F r ami ngham, MA, USA) ^^>TfT|5 
2*lT4o9, ^LTX^^faSc^nS (0!I*.fcf. M. Kussmann^tf 
P. Roepstorf (±12^3 W) ) • 
[0 0 4 8] 

***U fltcWW^ CtT©<fc5fc»«f*nSo PVDFKSrdii 
©BWcttlRJMitt^ M^ti, JWWKStU flTMALDI-MS^ 

v^l/r/U-h (09* if, S/yay^j-x) ±lcHSSti*o #«tt©^hU 

^nr, vbij^x^Mt^o c:oiJ-y7;i/7i/-httx maldi-ms 

MA LD I -MSX^ h;Wt«StU C<E>X^ hJMtffifcT^^I^filT 
iRifiU f lt£©f-?*E x P A S y f-^-^'J^-^D^ (P 
rptldent) IC^VP— K*T£ 0 
[0 0 4 9] 

JMMALDI-TOF MSICO^TttfflSht^5J:5fc, Ex 
P A S y t-;W«|t8 c £ J; 0 c (OttSO i«rtfcSft:fcffi;b*«0«-* c 
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[0 0 5 0] 

®m<Drctb<D r»?x*+^j *««-rSo 

[00 5 1 ] 

MALD I-TOF MS<OK«cDiEffie43<fctfffiffl*K#^S/t*©flfl©K 

LTtix il^^^^ffltti (delayed ion extraction 
) , X*;l/^— SWSfeitf^ ^VjSffi'tv 7 ^— 71/ (ion-trap mod 
u 1 e) OttflBWWfenSo ZZIC^ #XhV— XJ»«[ (post sour 
c e decay) *5<fctfM S -M S »*f (4. S6**«t»»«f*a«"rSfc 

^»t)f#S 0 cI^D^&t^WX ©ra«SKW) ©ttflit*. MS -MS 3; 
[0 0 5 2] 

jfcXsM';* — (phospho— imaging) ^§^A/7p^ 
[0 0 5 3] 

tlAMOt(±^&ni§ : MALD I -T O FCDfcibW h V Z^ffijSMWL 
10W±<z>tSf* (ttlct/^D-: f7l/Sx^®H) *5 6tc-&*»*o ±ffi£^ 
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[0 0 5 4] 

«TO*IiH *5SM*ffa^"rSo fflirimmobilonj, TT r a 
ns-BlotJ, TTrizmaJ. TTweenJ *3«tt/ Voyager 

[0 0 5 5] 

ffc**Ko rimmobi lonj AVS (IAV) Jgtt. Millipo 
re (Bedford, MA, USA) ^&l§ALfc 0 Acrylogel-P 
IP 2. 6%CjS»M\ BDH (Poole, England) fr&WALfc 
oEf«SDS-PAGE«*PVDFl^ Bio-Rad (Richmon 
d, CA, USA) jb^BAUco hV7/l/tnSfg (TFA), TTrizm 
aSlj (Tris), 3- (i/ 2 u*\**/ frT ^y) - 1 -7o^>X;l/*:y 

i(cAPs) c/*»«e&#4>i xs (a«f*«fctfwis*a» 

Stlfc) )^Sigma (St. Louis, MO, USA) fr^IitALfCo 7 

. yy$/>*j;tfa- h l - 7;^- f ;l/xxf;i/ (tame) £\ 

Fluka (Buch, Switzeland) fr£>®tAL;fco 
[0 0 5 6] 

12. 5%, 2. 6% CU-7y;l/ (Iff) o PIP (PIP = N, N* - 
^T^n^l/^^V) T*5BfflL/£i, 12. 5%T\ 2. 6%C U-TtfD 
T^U^l/T 7 ^ Ky;l/*^J«-r«fe«>lC, 8ml<£>Acrylogel-PIP 
2. 6%CXh7^S»5ml(7)Tr is-HCl (1. 5M> pH8. 8) 
**Ttf6. 6m 1 0DK-Y*:y*fcH*Lfco y;l/Oa-&fk«r, 20/xlcOTEM 
E D*5<fct;i 0 0 /i 1 CO A P S (10% w/v) tMlfCo COgMS 
U flt^LTB io-Rad mini-2 D W$^ftJC^«L^ 0 £H 
»*>5y;l/*«BW"S^«>^ 0. 5m 1 ^TkTfflfPLfcs e c-^^y-;!/* 
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7)\s<D±mmimisrco 30^, 4%mmm / fji<D^\zm<izm<D 

Tc&lcffifrLTCo 4 %mmmYfrt£. 2 . 6ml<DAcrylogel-PIP 
2. 6% Xh>y^E Sml^OTr is-HCl (1. 5M, pH8. 8 
), 12. 3m 1 <Dm^*>7K 2 0 1 <DT EME D*5<fctf 1 0 0 /i 1 <£>A P 

S (10% w/v) c<o««*Bi»u *LT$Vi/<&±» 

[0 0 5 7] 

1-D PAG E 0 1-D PAGESWca6iC, Mini-Protea 
n I I«^U5fcKj^g (Bio-Rad, Richmond, CA, USA) ^ 
m^fro SDS-PAGE^ Laemml i^ffi^t\ 12 

. 5%i\ 2. 6%c #y7^y;b7^ Fy;i/*ffl^Tft-D^ 0 flMUfe*^ 

/^KU-V^Hi, Bio-Rad SDS-PAGEWMT^ofCo 

^^KhU^WVtllf^ (6. 5 kDa) , -7hUU^-A 
(14. 3 kD a) . *VXhU yS/W>t:tr£- (20. lkDa), ^> 
v5TZ/\L — tf (2 8. 9 k D a) . ^7hU^7;l/7^> (4 
2. 7kDa) , Vi/Ifnmyfry^ (6 6. 4kDa) , «<fclP*+J-**** 
U^— tfb (9 7. 2 k D a) , E. c o 1 i fi-tf?* bis?— tf (116 
. 4 kDa) ^Jctf^^*^ (192 0 0 kDa) X^^tCo *Z/*WK.<0 
2 0 0 V TM 0 - 5 0 Vtffo /J: 0 

[0 0 5 8] 

hU:75/><D#Wtt&fe<fctf I AVB©7P«y*o I A VJKti, jgte{fc;*/;l/ 

**5/;i/ffcS**-rsTiii6©aicapvDFBiT**«3^o cns^sti, ( 

o ±fetC3lffl£n3 rimmobi Ion A Vj IcfcfTSM i I 1 i p o r e 
StffiXSfcfi^T. hy^»*CO«kilSfcLfe (Hi) o 
[0 0 5 9] 

10Xl2cm©I A VK*IaJ<E/W> r U^+f- HB-2D (Techn 
e, Cambridge, England) tf»T\ 2 0 m 1 <D b V ( 
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2. 5mg/mK 2 0mM V >^z: 7 Jc^ h y ^ L>Mffim (p H 7 . 8)^ 

20ml^PBS- TTweenj 2 0M (2 0 mMOU V^-*^ 
±hU^A, 140mM SftthU^WtfO. 5% TTweenJ 20 
> pH7. 4) T3 0tifLT, *KJS^hU^»^SL/c 0 £C0§i£\ 2 
OmlcOlM x^;^7^y(lM RUtMR^ h U 9 A ( p H 9 . 5)* 

. 20mlcDPBS- TTweenj 2 0 »»T 3 EJJfe»U #^?\ 2 0ml 
©PBS-rTweenjiS»Tf30M 2iD»Lfe 0 4 6 mM 

Tris-HCK 1. 1 5mM ffift*;l/->^A. 0. 1% 7$>ffc^hy 
^^liS$( P H8. 1 ) tplcUfeLfco 
[0 0 6 0] 

( i a v«Bc«^r«f&bfcH*offittai© 

I AV- hy^>«©hy^vStt*. hy^VTy-fe-flOITAME 
fcJB^TSIffiLfco l-2cm^IAV-hUy>/yI^ 2. 6m 1 CO 4 6 
OmM T r i s-HC 1 , 11. 5 mMffifb^Vv^ A (pH8. 1 K 0 . 
3ml<£10mM TAMEgjg, fc^tfO. lml^lmM H C 1 ffijtflCOM 

^fiff (Ultrospec I I K Pharmacia Biotech. 
Uppsala. Sweden) »T2 4 7 nml'SKlfc If 2<0$M£: 

[0 0 6 1 ] 

C^y;l/ (I FG) *>v<*K}Hfc 0£«<3Dfc«>O) f&frD«a[tt 

S DS-PAC E »/<^H»«©lt*, y;l/*K-f*V7kfc:5»|l|»CT3B 
?1LT, SDS, yyi/v, WTr i sSBSLfc. &H4*sl/0£ft£fctt 
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*Rzkft«-ti\ W^I»fti^3-5fg<7)l OmM Tris-HCl (p 
H8. 2) *4)0. 0 5 m g/m 1 h 'J ^>y<OSiST* 3 0 M 35°C7M> 

5°CtcT^^tc3 O^^^ol^- hbT, ^^cf^tLfco y^+fc^Stl 
S^V/^^S*3<tt/^^K«r, ^y^^CAPSiSKpHll), 0. 
0 1 %S DS*ffl^T. iW^#«^LT P V D FS±(Cf 7 h 

[0 0 6 2] 

( (Jttt©;fca&<0) 1 XSfgfbC^ (one-digestion tran 
s f e r) (O S DT) tJW7Dyf^ ViO 

SDS-PAG E£>/^S#Bi<0ig^ *>7kk: 5#H8fc:T 3 0 

lit, ^Towbin' slM (1 3mM Tris, lOOmM 

?V5s>* 0. 0 1 %SDS, 1 0%*2S— )\y (pH8. 3)) tft'15»ffi 

K*Towb i n' s«ar«4»TfTofc 0 [ft: r«r3= F^>Tj ffitt. m%ix* 
*tK lUitf^ P. R . Fausset fccfctfH. S. Lu, Electrop 
horesis 1991, 12, 22-2 7 &^m<V£t]o <T*l£\ 
ztfOjallEE (square — shape alternating applie 
d voltage) (m^l^. +12. V^l 2 5msfffl*<fctf- 5 V£: 1 
2 5msl) «\ fll^T, (2 1-2 41C) TM 6B#Hfro;fco ££>*n«J± 

^XWc^UT7D7 hlT& 0 ¥i^Wa«flEUeff =3.7 5 VT*0s * 

[0 0 6 3] 



[an 



T ■ 




( 2fl ) #82 0 0 2- 5 3 5 6 7 6 

o 

[0 0 6 4] 

h^XX:/u>y b-^ffc+rV F^y?- (transblot-digestio 
n sandwich) ^{^m^T ^tc^><D^mMMh LT<D P V D FmtOMlC 
mWLfc (01^tf2) o 
[0 0 6 5] 

IjW^D'y^ V^K^JB (electroblott l n g t r a n 
sfer procedure) <D^ P VDFI&Jjlj^ Crft*>^ ffifbLfc* 

o i»«7nyf >f WlcattS^y;^K^ Co oma s s i 

e Blue R 2 50 (0. 1 % w/v) , (30% v/v) 

, fejtfRMI (l o% v/v) T?3 0»mBftabfc. (4 0 

% v/v) N *J;aS» (10% v/v) »K*ffl^T«DiiL«S*'rsc 
i^febfco PVDF1R««*, Ami do B 1 a c k (0. 5% 
w/v) N ^v7d;V-;I/ (2 5% v/v) . ;fc<fctfSfBg (10% v/ 
v) *flJ^Ts lSMHSftfeU *lr^K^*>7k*M^Tllt)3gL«»'r«C!: 

[0 0 6 6] 

(i fg/osd ti^7d 7f^yy (*aKoe*'&*3**iS) ) 

C ©«#-&to*?J»JC*(r>T. I F G S«J£> 3 o »BB<0#*||7ka* 

^OSDT ^D-bX*ffit>t P V D F m±lc h7VX7a y h Lfc* ffi^M^D 
•y ±f2£>d;?&C0. 0 1%SDS^tWTowbin' s 

[0 0 6 7] 
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(MA LD I -TOFm^a^lM) 

PVDFK, 3 3 7 nmilb-f-^i^MALD I-TOF11M 
It TVoy a g e r J El i te (PerSept ive Biosystem 
s, Framingham M A , U S A) £rJS(/>T##r#§ Ltc 0 ##r£\ 18 
k V£>*nj£fflJ±, 1 0 0 n s<7M;*>ttffl (ion extraction) <£> 
ji^, ^[f8 5 0 D aVm^Lfci&mMY- h (low mass gate 
) ICT^ 'J71/?hny(ref lectron) FfcTttffiLfco U— *f 

#tW*li§#/lI&UC. 1 0-2 5 6CD31^l^-^-^«^*D^^Of# 
fc 0 ^febfc^>^^a^#t?P VD F^D/J>ft- (1 X3mm 2 ) «\ PVDFiR 

mmfrzwKtWL*), f it^ 1 ; ay^xm^a^ewv^MA l d i 

yb~h±tC^L/c 0 MALDI-TOF M S tc^^ V h y ^X<£> 
itmcDTc&lC^ 3 0%T^ h^hU;K 0. 1 %T F AM^4mg/m 1 
a-S/7/-4-t:Fn^>'igi^l ^ 1 «\ K<DP V D F RldS&aL 

/Co rtSP«jE«fci6fc. CKDVhy^XHSfflti. »ff 1 4 9 8. 8 2 Da*5o; 
t/2 0 9 5. 0 8 D a(7)20(7)C-7^ Kft^J*^^ F*. ^tl^tl, 20n 
M&cfctf 1 0 0 n M#A,f£o 
[0 0 6 8] 

tfctHLfct:—**. E x P A S y^-M- (h t t p : //www. e x p a 
s y . c h) iCtiLWmfZnZ, World Wide We b (h t t p : / 
/www. e x p a s y . c h /www/ tools, html) IC&t/^TfOT 
Rl^T'SS^yf KS17 U V rpeptldentj 

icxti (s u bm i t) Lit 0 $im%:fflm?2>rcv><Dp i mm*, wal**^ 

fc 0 B i o - R a d J£fl5ft$B:>~- h (technical informati 
on sheet) IC& £n&, **H*±^)»iMl«*, HMfilfclOl^T 
2 0%<D^*WrSRS^#^LT. #<fct/*V/^MOffl<9«;5 (spec 
i e origin) £ LTfflt^o KMilFSSSHtt. ±0. 2T*of; 0 
[0 0 6 9] 
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Wfifilffi&fiifet ZTctblC TFindModJ (http: //www. e x p a 
s y . c h/www/ tools, html) tCA^Jb^c 0 F i n d M o d (£ N 

[0 0 7 0] 

hy^»*. T AMEi^CcfcD^LTcJf^ cm 2 $>/^0. 6-1. 

2 /x g^orgtt h y ys/v^SfflfflHIW***^* I A VBcM^?tt 0 h 
V I A V«fl!)fgtt«:, h y ^S/^B* I A VSi^rT ris-HCl/ 

CaCh/NaN3WT\ 4 °ClCX 1 ^r^ $^0>81IH«#L;fc#a\ S^* 

[0 0 7 1 ] 

SDS-PAGEM^ ±Efc^b;fc 9 SDS-PA 

-fflt*bt% WPW*CAPS«B« (pHl 1) fcffl^S, ^>^i£ (t 
ank method) ic&M-S, ^ ^ a y h D-;HMM7n 7 r ^ 

- 1 f GflMk cap saMfMs^s^v^js^ttffl-rs. 

(elect rotransfer) s 
-^K7^mTowbin' sl«( P H8. 3) 4ffl^S I A 

vflg*rt-raos DT^ft. 

-a«MBtfDa***>**rtt FGlC#l>T*OS DT) 0 

[0 0 7 2] 

hn-;l/ (A) , I FGJSffc (B) , OSDT (C) *<ktf*«WI©e**t>* 
(D) tefcKSfS, 4Ot0 Am i d o B 1 a c k ^fe P V D F m<V h 7 V 
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[0 0 7 3] 

Sl^ ?Towbin' s Hffifc 0. 01%SDS (pH8. 4) *fl§t^ 
SOSDT^fflt5?y/^Ifi? (04 C) «\ CAPSlffiE 0. 0 1 
%SDS (pHll) W^iTO^K? (i4A) £Jt«L»S 0 1/2T 

fclf*— (pi 9. 2) 43<fct>*yy^— A (p I 9. 3) CO £ ^iggtt^ 

/<*H (Mitfcf, *X*iJ7- ifb (9 7. 2kDa) lo&Umrisl/ Oft 2 0 
Ok Da) ) tC^T. (04 A**tf4C) « LfrU *S 

t/5 C) o 

[0 0 7 4] 

I FGffiit (04 B) 43cfctfffl#^b*£» (04 D) ©«*fc*^T. P V 
©fi? (04 A) JcaiHLfco Cft&OPVDFBtlB<0±*f8gtt. *U^* 

Fe— xcsitfw, a«o*>/^*mB3f (04 a) jco^tj:dw<. fit 

ffl#^b-£75*}£ (04 D) fc:o^T<k?)ffi^c£^*^fco * 

*»OW*lcft^^T3P«fc:«frofc (B5 B*5<fctf5D) . 
[0 0 7 5] 

^(UOfcftlCMALD I -MS*JB^T#WLfc 0 
[0 0 7 6] 
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9. 2) *5<fctf#Hh y^W>ttf (p I 9. 3) 46fffc5*3/ 
V (^S&]2 0 0 k D a) ICOt^T, l^^t#U#&frofc 0 I F GJBffcS 

, »*fbfc^^^Kc7)y^»-AC)iSp I ®6A^6C^^MALDI 

If &MA LD I -MSX^ h;l/«r#Ha<D<l£) IcfefrfrfrS^gLfco 06 
A, 7 Ate. OSDTtHU 06 B. 7B(4, IFGfgfbtcHU ^LTi6 

L/c^77Wyb, **tfrtSB«ffi<0^a6fe:ffl^i^F« (m. w. ) 1 
4 9 8. 8 2*3^^2 0 9 5. 0 8 <Q V— — £ >v «£>^»£> 7 ^ *V V h 

[0 0 7 7] 



tan 
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OSM 


IFG 








pi 1 


MW 
(kDa) 1 


- 

Pept 2 


Id* 


Pept 2 


id 3 






k 11 V 

1 f ^ ^ ^ 


9.2 
4 


6.5 


0 




1 




4 




— n kll 


9.3 


14.3 


0 




2 




7 


+ 




4.6 


20.1 


7 




1 




7 


+ 




7.9 


29.0 


9 


+ 


0 




4 






5.2 


42.8 


7 




! < 




5 


+ 




5-6 


66.4 


4 




3 




12 


+ 


*x*y^— fcf-b 


6.8 


97.2 


12 


+ 


1 


- 


17 


+ 


E. c 0 1 i 


5.3 


118.1 


20 


+ 


7 




IS 








223 


0 




2 




10 


+ 


1^-1496 








67% 




11% 




100% 



1 p I *3ctt>'^ai±, ("Compute pI/MwJ 7-;!/ (ExPAS 

2 K<0&14, ( F i n d M o d y-;Mc J; «3 tlS) KiTF© £ > 
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/^OI%Ir]£^ Peptldent (ExPAS y "9— /S-±T*fUJBRJte> 
tdcfc^SiS^nSJ:^^. MA L D I ~MSX^ h;l/fr £f#7c 0 

[0 0 7 8] 
[0 0 7 9] 

±fBtCH^b^^^^V^>/^Ht±. tztZO. 01% SDSSWtSC 
[0 0 8 0] 



[Hi ] 
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[02] 

■ 2tt, *^^^^T^^nf#^2S^^o>y7 : -^>^ rtj-vF-f 
J <0«SHT*5o 
[03] 

[0 4] 

A) , I FGffifb (4B) . OSDT (4C) * *tf*§BSa©ffi*^*?^:75rffi ( 

4 D) tCO^T s te^tlfcc 

[05] 

0 5 A~ 5 Dtt, IKmK±^#ffir^ffife^n^^U^y , ^ K/^V K**U 

5 A) . I FGfBffc (5B) , OSDT (5C) $5&Xf*miO&fr&t>1t'fim 
(5 D) iCOt>T. «5f Sftfco 

[06 A] 

06 A — 6C«. ^tl^tl, I F G (6 A) . OS DT (6 B) <fc tf*^ 

<0ffl*&*>^;frfc£ (6C) tcoi^r. ^s^&jctf-yhi; vy*—2±frt>m 

ZtltcMA LD I -TOF MSX^ Ml/fc^o 
[06 B] 

06A-6cti, ^n-rn. i fg (6A) , osdt (6B) &&zf*¥£m 

(Dft&fr&fritJjm (6C) ICO^X, ^*is^*3&Zf~ x 7 h V U !/^-Afr£f# 
ZtltcMA L D I - TO F MSX^ MI/fcjjVTo 
[06 C] 

06 A — 6C«\ ^tl^n. I F G (6 A) , OS DT (6 B) *3<fctf#SWl 
^ffl^^7?ffi (6C) tCOl^T, ^^»^0^7hy^/f-i,Wi 
SftfcMA L D I -TOF MSX^ h;l/«r^*r o 



[07 A] 
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m7 A~7 C«, ZrtlZtU IFG (7A) , OSDT (7B) 

(7C) UlO^T, 5*^>fe<fctf— 7hU 'JVf-A^&i 
SflfciMA LD I - TOF MSX^ b;l/£r^To 
[07 B] 

H7A-7Cli ^tl^tU IFG (7 A). OSDT (7 B) fe±tf*«W 
©IB*-&fc**ffi (7C) fclO^T, 5*->V43cfct5— 7h U VV7~2±frt>n 
^tlfcMA LDI-TOF M S h;l/^^*r o 

im7 c] 

137 A~7 Cti, ^tl^tU IFG (7 A) . OSDT (7 B) & <fc #58f« 
(7C) tcoi^T, ^t^y^tf^hU UVf- 2»fr5» 
SftlfcMA LD I - TOF MSX^ b/l/£r^rf 0 

[0 1] 

av-K (-) 
alia 

ftV~K4RftK 

SDS-P AG E^yi/ 

aus 
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[02] 




*v-K (-) 

mm 

SDS-PAGE^l/ 

m 2 © ) m*mt 
am 

( + ) 



[03] 



125ms 



Volts 




t(ms) 
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[05] 



V 

A 




II 

•—^ 

A 
of 

_^ 



V 



X) 
A 

A 





CO 




ime a] 




[06 B] 




[06 C] 




[0 7 B] 




A 
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